Introduction
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In recent years, the field of microbial genomics has changed considerable due to the RNA-binding proteins (for review see (7)). To date the L. pneumophila transcriptome was 27 analyzed mainly using microarrays (8) (9) (10) (11) (12) . Recently the first study using NGS techniques 28 to analyze the intracellular transcriptome was applied to L. pneumophila allowing to 29 discover 70 novel small RNAs (13). However, the application of NGS for an in-depth 30 transcriptional analysis of L. pneumophila may revolutionize our understanding of adaptive 31 and developmental processes during infection, as it will add new levels of control to our 32 regulatory network. In the following, we present several strategies to construct strand-33 specific cDNA libraries for Illumina sequencing. A protocol for strand-specific RNA deep sequencing (RNAseq) and two different methods to enrich and define transcriptional start 1 sites (TSS mapping). RNAseq has its limitation as it is not possible to distinguish primary transcripts from 7 processed 5' ends, so, it cannot be used e.g. for identification of alternative transcription 8 starts or operon organization. To achieve a more precise view on the level of primary 9 transcripts it is necessary to construct specific TSS mapping libraries in which the 5'ends 10 of the RNA are highly enriched in comparison to an untreated cDNA control library. We (Fig 2) . 3. Dilute the pre-culture. Grow cultures to a chosen OD and take a sample (10 ml). Cut the zones between 100-170nt and 170-250nt and purify with columns (e.g.
5
NucleoSpin). Precipitate with NaAc and resuspend in 5.3µl distilled H2O 10. Size fractionation on a low range ultra 2% agarose gel (Note 6)
31
Cut the zones between 100-170nt and 170-250nt and purify independently with 32 columns (e.g. Nucleospin)
Combine the samples of the two "zones", precipitate and resuspend pellet in 30µl and incubate one fraction with, the other without TAP as described in step 7-10 and 8 continue with step 11. 
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